Samples
The mammoth bone we used for amplification of the complete Mc1r gene is part of a femur collected by one of the authors (E.W.) in the area of the Kolyma Lowland, Sakha Yakutia, Russia. It was dated to approximately 43,000 years B.P. (KIA27805). We also used three additional samples for confirmation of the polymorphic positions and the fixed difference compared to the African elephant sequence as well as for inferring the allelic state, also originating from Siberia (Suppl . Table S1 ). Samples were dated at the Leibniz Labor für Altersbestimmung und Isotopenforschung, Christian-Albrechts-Universität Kiel, Germany, using accelerator mass spectrometry.
Modern DNA extraction and amplification
Whole genomic DNA was prepared from tissue samples. Primers for amplifications of fragments of all known melanocortin receptor paralogs were based on the mammalian sequences available in public databases. After assembly of the fragments into complete Mcr sequences, we amplified each modern melanocortin receptor paralog in a single fragment.
Pleistocene DNA extraction and amplification
The mammoth bone was extracted following a slightly modified protocol from reference (1) using 31 g of bone powder. To ensure that the mammoth extract contains endogenous DNA, we amplified a 193-bp piece (excluding primers) of the mitochondrial ND1 gene. The obtained sequence differs at 13 positions from both African and Asian elephant, and at two and three positions, respectively, from two published mammoth mitochondrial DNA sequences (2, 3) .
Amplification of the mammoth Mc1r gene was done using a multiplex approach (2) . For the second step we designed two completely nested primers per primer pair of the first step. Thus, the forward primer of the first step of one primer pair was combined with a completely nested reverse primer and the reverse primer of the same primer pair of the first step was combined with a completely nested forward primer. This approach resulted in 44 different amplification fragments. Amplification products of the correct size were isolated from agarose gel and at least three clones from each amplification were sequenced on an ABI 3730 capillary sequencer from purified colony PCRs (4). To monitor possible contamination, blank extractions and PCR blanks were performed throughout all experiments.
Sequencing results and sequence deposition
The mammoth Mc1r gene shows one and three fixed nucleotide differences when compared to the African and Asian elephant sequences, respectively. In addition, the mammoth sequence is polymorphic at three positions. To confirm the sequence states of the positions found to be heterozygous in the initially analyzed mammoth individual, we performed four to eleven independent primary amplifications per position for each of the three polymorphic positions from three additional mammoth samples, using primer pairs that amplify amplification products of 55, 44 and 44 bp (including primers), respectively. This SNP-typing-like approach allowed efficient analyses of the positions of interest using standard extraction techniques and small amounts of bone powder. We also used this approach to additionally confirm the heterozygosity of the individual from which we determined the complete Mc1r sequence.
One of the three additional individuals was heterozygous for all three positions. The other two additional individuals were homozygous for allele 1 containing only the fixed, synonymous difference compared to African elephant. To confirm their homozygous state with statistical significance we performed a total of seven primary amplifications for each polymorphic position (5) in one individual and four in the second. For the additional heterozygous sample as well as for the sample from which we amplified the complete Mc1r sequence we observed each allele in at least three independent PCRs. Altogether, for each of the polymorphic positions, we observed each allelic state in a minimum of eleven independent PCRs. The fixed nucleotide difference compared to the African elephant sequence was also determined from these three additional individuals using two new primer pairs resulting in a final amplification product of 54 bp. This position was determined from nine independent PCRs. Finally, two fragments of 46 and 55 bp, respectively, including one of the polymorphic positions, were reproduced in a second laboratory.
We compared all amplification products to the homologous parts of the African elephant we used an indirect cellular ELISA (7). 
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